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"Click chemistry" of the biotin-tethered azide 12 (see Scheme S2) and the alkyne 11 furnished the required biotin-tethered DCB-3503 13. Analysis of the product by HPLC showed a product of ~95% purity (see Chart S1); MALDI-TOF MS: Calcd. for 
Scheme S2. Synthesis of biotinylated DCB-3503 (13).
Chart S1. HPLC Trace of biotinylated DCB-3503 (13) which elutes at 12.4 min. with ~95% purity.
Supplementary materials and methods
Cell lines, growth conditions, and establishment of a doxycycline-regulated
RKO cell line with inducible expression system
HepG2 (human hepatocellular carcinoma) and RKO (human colon carcinoma) cells were maintained in RPMI 1640 supplied with 10% FBS. Hela (human cervical carcinoma) cells were maintained in DMEM medium supplied with 10% FBS.
Stable RKO cell lines harboring pcDNA6/TR was selected by 5 µg/ml blasticidin (InvivoGen, San Diego, CA). The pENTR/H1/TO vector expressing shRNAs were transfected into permanent RKO-pcDNA6/TR cells. Clones were selected using 0.1 mg/ml Zeoicn (Invitrogen). Doxycycline (DOX) was used to induce shRNA expression.
The level of knock down of protein and the homogeneity of clones were determined by Western blotting and confocal microscopy, respectively. Clones with homologous expression of shRNAs were isolated and expanded.
Luciferase Reporter, shRNA, and Plasmids
For luciferase reporter constructs, oligonucleotides bearing four repeats of HSC70 binding site, and predicted hsa-miR-20a and hsa-let-7c binding sites ( Figure 4A ) were cloned into pGL4.20 vector (Promega). Oligonucleotide sequences are provided in Table S1 .
The shRNAs for downregulation of HSC70 were designed by the software provided by
Invitrogen. The complementary DNA oligonucleotides were: HSC70 shRNA-1
(SENSE-loop-ANTISENSE).
RNA and miRNA isolation, real-time PCR
Total RNA was isolated by Trizal ® (Invitrogen). cDNA was synthesized from total RNA using random primer according to the protocol of iScript cDNA synthesis kit (Bio-Rad Laboratories, Hercules, CA), and expression level of specific genes was quantitated by real-time PCR using the SsoFastTM EvaGreen supermix (Bio-Rad Laboratories).
The level of β-actin was used as internal control. Expression levels of microRNAs were quantified by the TaqMan ® microRNA Assays (Applied Biosystems, Foster City, CA). The level of RNU-6B was used as internal control.
Antibodies
The following antibodies were used: rabbit and mouse IgG, anti-Hrs mAb (ab56468, Signaling), and anti-β-actin (Sigma-Aldrich). For western blots all antibodies were used at a 1:2,000 dilution, except for anti-DCP1α (1:10,000), and anti-Lamp-1 (1:100).
For immunofluorescence anti-Ago2, anti-DCP1α antibodies were used at 1:1,000 8 dilution.
OptiPrep iodixanol continuous density gradient centrifugation
OptiPrep iodixanol density media was obtained from Sigma-Aldrich. Continuous density gradient centrifugation was performed as described previously HEPES-NaOH at pH 7.0 using a gradient mixer and stored overnight at 4 °C.
Post-nuclear supernatant was centrifuged at 36,000 rpm at 4°C using a SW 41Ti
Beckman Coulter rotor for 80 minutes. Each sample was divided into 12 fractions and collected by ISCO density gradient fractionation system (ISCO).
Liquid chromatography-mass spectrometry (LC-MS)
Proteins in each fraction obtained from the OptiPrep iodixanol gradient centrifugation were removed by acetonitrile:methanol (2:1) precipitation. The aqueous phase was dried, and reconstituted to 100 µl using acetonitrile:water solution (12:88). The 
Immunofluorescence
Laser-scanning confocal immunofluorescence imaging was performed using an inverted Zeiss 710 Duo Confocal microscope. Briefly, cells were fixed with 4% paraformaldehyde, permeabilized with 0.5% Triton X-100 in PBS, blocked by 3% BSA.
The cells were then incubated with optimized dilution of primary antibodies overnight, and followed by fluorescent conjugated secondary antibody in 1%BSA for 1 hour at room temperature. After washing with PBS for three times, the cells were saved in ProLong® Gold antifade-reagent (Life Technologies).
Immunoprecipitation of HSC70 associated protein and mRNA complexes (RNA-IP)
RNA-IP was performed as described previously 
Characterization of ATP hydrolysis activity of HSC70
Characterization of the ATP hydrolysis activity of HSC70 was described previously 
Expression and purification of recombinant HSC70 and cBAG
Primers for the construction of expression vectors of His-tagged full-length Hsc70, cBAG, and firefly luciferase are shown in Table S1 . Recombinant proteins were overproduced in E.coli BL21 (DE3) pLysS cells (Promega, Madison, WI) at 22°C for 4 hours, and purified by Ni 2+ -NTA agarose 8 .
Refolding of denatured luciferase
Recombinant firefly luciferase was dissolved in 6 M guanidine•HCl, 100 mM Tris•HCl, 1 mM DTT, pH 7. 
